obtained using a Leica SP5-U confocal microscope (Leica Microsystems Inc, Buffalo Grove, IL).
Images were acquired using Zeiss Zen 2010 software (Carl Zeiss, Jena, Germany) and analyzed using Imaris version 7.2.3 software (Bitplane, Zurich, Switzerland).
Flow Cytometry
Flow cytometric analysis was performed on control and obese ear skin to characterize cell populations at baseline and post-challenge with DNFB as previously described (Zampell et al., 2012) .
Briefly, single cell suspensions were prepared from ear skin by digesting tissues in a mixture of collagenase D, dispase and DNaseI for 45 minutes (Roche, Nutley, NJ). The cell suspension was then passed through a 70-micron filter. All filtered single cell suspensions were re-suspended in a 2% FCS solution. Cells were then incubated in CD16/CD32 (eBiosciences, San Diego, CA) to block endogenous Fc receptors and analyzed using a Fortessa multi-color flow cytometer (BD, San Jose, CA) with BD FACSDiva and FlowJo software (Tree Star, Ashland, OR). Cell populations were analyzed and defined using the cell surface markers CD45, CD3, CD4, CD8, CD25, CD69, F4/80, and CD11b (all BioLegend, San Diego, CA) using 3-5 animals/group/experiment.
Statistical analysis
Statistical analysis was performed using GraphPad Prism software (GraphPad Software, Inc., San Diego, CA). The Student's T-test was used to compare differences between two groups.
Descriptive analysis and graphical methods were used to analyze and summarize results. Data is presented as mean ± standard deviation unless otherwise noted, with p<0.05 considered significant.
Supplemental Movies
Movies S1-4. Obese mice have impaired lymphatic pumping capacity. Representative NIR imaging videos of control and obese mice tails (movies 1 and 2, respectively) and hind limbs (movies 3 and 4) at baseline (i.e. without DNFB challenge). Animals were either treated with daily subcutaneous ear injections of PBS (top panels) or rhVEGF-C (lower panels) for 7 days followed by DNFB challenge and then 3 additional days of PBS or rhVEGF-C injections. (n=3 HPF/animal and 6 animals/group; *p<0.01). Scale bar=100µm.
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